The roots of O.caerulesaens (1.0 kg) were extracted with 95% EtOH (5 L × 3). The combined ethanolic extracts were evaporated to dryness under vacuum to yield 210 g. The ethanolic extract was subjected to D101 (5 kg, 10 × 120 cm) column chromatography using H 2 O, 30% 
Text 1: Extraction and Isolation
The roots of O.caerulesaens (1.0 kg) were extracted with 95% EtOH (5 L × 3). The combined ethanolic extracts were evaporated to dryness under vacuum to yield 210 g. The ethanolic extract was subjected to D101 (5 kg, 10 × 120 cm) column chromatography using H 2 O, 30%
EtOH/H 2 O, 50% EtOH/H 2 O and 95% EtOH/H 2 O as eluents (each 20 L) to yield I-IV fractions. Fr. II (62 g) was separated repeatedly by sephadex LH-20 (10  50% MeOH in H 2 O) to give 1 (3.2 g), 2 (116 mg), and 3 (87 mg). Fr. III (37 g) was separated repeatedly by sephadex LH-20 (10  50% MeOH in H 2 O) to give 4 (26 mg), 5(18 mg) and 6 (30 mg). The structures of five isolates were elucidated as acteoside (1) [1] , isoacteoside (2) [1] , crenatoside (3) [2], cistanoside F (4) [1] , sinapoyl-4-O--D-glucoside (5) [3] and adenosine (6) [4] respectively, by interpretation of the spectral data (UV, IR, MS and NMR) as well as by comparison of the reported data.
Text 2: HPLC analysis
HPLC (Aglent 1100) was used to analyze acteoside. Zorbax SB-C18 column (250 mm × 4.6 mm) fitted with a Zorbax SB-C18 guard column (7.5 mm × 4.6 mm) was used. The mobile phase consisted of two eluents: 83% B (0.3% acetic acid) and 17% A (acetonitrile). To achieve separation, flow rate was set at 0.5 mL/min and 5 µL of samples were injected. The column temperature was set at 30 °C. Detection was at 334 nm. The results indicated that the content of acteoside was more than 97% (Fig. 1S) . University.
BCG plus LPS induced immunologic injury in primary cultured rat hepatocytes in vitro
Hepatocytes were isolated respectively from rats treated with or without BCG by the in situ 10, 20 µg/mL and acteoside 5, 20, 80 µg/mL were co-incubated with hepatocytes, respectively.
Supernatants were collected to measure the biochemical parameters at 3, 6, 12 and 24 h.
Cytotoxic assay
Hepatocytes were cultured in DMEM medium, and 100 L cell suspension was plated in 96-well microtiter plates. After 16 h of incubation at 37°C under 5% CO 2 to allow cell attachment, the cells were treated with varying concentrations of test specimens (1 -20 g/mL DDB, 1 -80 g/mL acteoside) in DEME medium (200 L) and incubated for 96 h under the same conditions as above. After 4 h of the addition of MTT, the medium was removed, and the blue formazan crystals that had formed were dissolved in 150 L dimethyl sulfoxide. The optical density of formazan generated from MTT was measured at 490 nm using an ELISA plate reader.
Protective effect of acteoside on BCG+LPS induced immunologic injury in primary cultured rat hepatocytes in vitro
The activities of AST and ALT in supernatant were measured spectrophotometrically using a Beckman 700 autoanalyzer. The content of NO in supernatant was measured using a curve calibrated on sodium nitrite standard by Griess reaction [8] .
Statistical analysis
All values were presented as mean ± S.D. Statistical analysis of the data for multiple comparisons was performed by one-way analysis of variance (ANOVA) followed by Duncan's test. For a single comparison, the significance of differences between means was determined by the t-test, A level of P<0.05 was accepted as statistical significant.
Results

Effect of acteoside on BCG plus LPS induced immunologic injury in primary cultured rat hepatocytes in vitro
The cytotoxicity of acteoside toward neonatal rat primary hepatocytes was tested. The result
showed that acteoside concentrations of 1 -80 g/mL were almost non-toxic to the cells.
In BCG plus LPS treatment group, supernatant AST and ALT activities were elevated in a time-dependent manner (P < 0.01), and with the maximum values at 12 h. The enhancements of supernatant AST and ALT activities induced by BCG plus LPS treatment were all prevented by DDB and acteoside at different time, respectively (P < 0.05) ( Tables 1S and 2S ).
In control group, NO production detected during 24 h was less than 3 µmo1/L. BCG plus LPS treatment group showed a higher production of NO (more than 5 µmol/L), and the highest values were reached at 12 h. The supernatant NO generation induced by BCG plus LPS treatment was prevented by DDB within 24 h (P < 0.05). After acteoside pretreatment, the NO generation was showed similar result with DDB (P < 0.05) 9 (Table 3S) . Values are the mean ± S.D., n = 6; a P < 0.01 compared with control group; b P < 0.01, Values are the mean ± S.D., n = 6; a P < 0.01 compared with control group; b P < 0.01, c P < 0.05 compared with BCG + LPS group; d P < 0.05, d P < 0.05 compared with BCG + LPS + acteoside group (5 g/mL).
